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Supplemental Figure S1
CRIB-GFP (A) cdc10-129 cdc10-129cki3∆ (E) or absence (right) of the cki3 + gene were shifted from 27ºC to 36ºC and incubated for an additional 4 h. In the single cdc10 or pol1 mutant, cells grew only from one end, to which CRIB-GFP was localized. In sharp contrast, cdc10cki3Δ or pol1cki3Δ double mutant cells displayed bipolar growth patterns. (C) Time-lapse images of growing wild type and cki3Δ cells are shown. Cells were grown on YE5S agar pad at 27ºC, and pictures were taken every six min. White arrows indicate the direction of cell growth. In wild type cells (top), NETO initiated at 60 min, while in cki3Δ cells at 24 min timepoint, NETO started. (D) The percentage of cells with individual growth patterns in wild type and in cki3Δ mutants. This data is derived from time-lapse images shown in (C). (E) Centrifugal elutriation was performed on exponentially growing wild type (top) or cki3Δ (bottom) cells, by which small early G2 cells were collected. These cells were then incubation at 28ºC for the indicated times. At each time-point, aliquots of cells were taken and stained with Calcofluor White to monitor growth patterns. The percentage of monopolar (red) and bipolar (blue) cells were plotted. Note that at time 0, ~100% of the wild type cells displayed monopolar growth, whereas ~40% of cki3Δ cells had already committed NETO (bipolar growth). 
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Tea1 is hypo-phosphorylated in cki3Δ cells (A-C) Six known polarity factors (Tea1, Tea3, Tea4, Pom1, Rga4 and Gef1) (Mata and Nurse, 1997; Bähler and Pringle, 1998; Arellano et al., 2002; Coll et al., 2003; Niccoli et al., 2003; Das et al., 2007; Das et al., 2012) known to be involved in NETO regulation were tagged with 5xFLAG or 3xHA at their C-termini and produced under each endogenous promoter in wild type and cki3Δ cells. Protein extracts were prepared from each strain and run on SDS-PAGE, and immunoblotting performed with anti-FLAG or anti-HA antibodies. The positions of molecular weight markers are indicated on the right. Only the Tea1 protein showed a clear difference in mobility; it ran faster in cki3Δ cells than in wild type ones. The appearance of two closely moving bands of Tea1 were reported previously, which were attributed to the presence of two closely situated ATGs at the N-terminal region (Mata and Nurse, 1997) , and therefore these bands do not stem from the differences in the phosphorylation state. (D) Tea4 did not interact with Cki3. Pull-down experiments were performed by using cell extracts prepared from the indicated strains. GFP-trap was applied, followed by immunoblotting with anti-GFP and anti-FLAG antibodies. Note that Tea4 interacted with PP1 Dis2 , as previously reported (Alvarez-Tabares et al., 2007), but not with Cki3. 
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Supplemental Figure S6 Analysis of phospho-mimetic and non-phosphorylatable Tea1 mutants (A) Amino acid sequence encompassing phosphorylation sites within Tea1. Five serines (shown in red), which were mutated, corresponded to the consensus phosphorylation sequence catalyzed by CK1, S/T/D/E x1-3 S/T, in which the first S/T is phosphorylated by another priming (Knippschild et al., 2005; Knippschild et al., 2014) . (B) Whole cell extracts were prepared from the individual strains and immunoprecipitation performed with anti-GFP antibody, followed by immunoblotting with anti-FLAG and anti-GFP antibodies. Quantification of precipitated Tea4 is shown at the bottom. This is an independent duplicate experiment shown in Fig. 6D . (C) The indicated mutant cells containing CRIB-GFP were cultured at 27ºC and shifted to 36ºC and incubated for an additional 4 h. pol1cki3Δ double mutant cells displayed bipolar growth patterns, however those of pol1cki3Δtea1-5D triple mutant increased monopolar cells (n>150). (D) An overall structure of Tea1 is shown on the top with assigned phosphorylation sites. Positions of phosphorylation sites identified by LC-MS are indicated with vertical lines, in which five residues that were mutated are shown with red lines (the same as Figure 5A ). Coiled-coil predictions (using http://toolkit.tuebingen.mpg.de/pcoils) of wild type Tea1, Tea1-5A and Tea1-5D are shown in the bottom three panels, respectively. The prediction of coiled-coil segments was made by using a 14-residue window. Red arrows indicate the regionin which an additional coiled coil appears in Tea1-5A, but not in wild type Tea1 or Tea1-5D. Fig. 2A , B, C, S5
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